infection were repeated at least 5 times. This indicates that the total number of the cohort including control mice reached more than 50 at each point, which more importantly showed definitely reproducible results. In addition, because we also investigated varied parameters of pathological changes at two time points at 4 and 8 weeks after infection under different experimental conditions with or without high-cholesterol diet, at least 20 mice were regularly inoculated with H. cinaedi for each cohort study, therefore, almost hundreds mice were sacrificed for various analyses. This means that our experimental scale was large enough to scientifically reach any reliable conclusion about the pathogenesis of H. cinaedi in view of its pro-atherosclerotic potential.
The major reason why we employed such a separate inoculation protocol, is because of technical difficulty in culture of H. cinaedi to obtain in its large quantity, due to fastidious nature of this bacteria in the growth efficacy in any types of culture media. with H. cinaedi infection than in aorta without infection (n = 5 for each group).
In the second independent experiment, atherosclerotic lesions in the whole aorta were examined by Sudan IV staining for high-cholesterol diet Apoe shl mice with or without infections (n = 5, each group; Fig. 1b-g ). We then observed again accelerated atherosclerotic lesions formed in the aorta, particularly in aortic arch region, of these infected mice. Their representative images are shown in Fig. 1b ,c, and quantitative data determined from the morphometric analyses are illustrated in Fig. 1d -g. The Sudan staining was repeated with whole aorta twice in the separate experiments, and both analyses showed the same results of enhancing atherosclerosis by the infections; the present data in Fig. 1 was obtained from the second set of these experiments.
Furthermore, to more rigorously elucidate the proatherosclerotic effect of H. cinaedi infection, the third cohort study was carried out immunohistochemically for assessment of infiltration of macrophages (F4/80) and neutrophils (Fig. 2) . This immunohistochemistry was extremely important, because the advanced atherosclerotic lesion in the aorta reportedly loses lipid accumulation during atherosclerosis promoted, compared with premature stage of the lipid-rich histopathological changes.
Moreover, the fourth cohort pair with the experimental H. cinaedi infection was conducted for measurement of proinflammatory cytokines via quantitative real-time RT-PCR (Fig. 3) . All mice subjected to this cytokine assay showed positive reactions with the nested PCR for bacterial cdt gene expression in the aorta (n = 3). The results indicate that several inflammatory cytokines and inflammation-related substances were significantly upregulated in the aorta after H. cinaedi infection. The Ct of β-actin RNA was used to normalize all samples.
Bacterial culture. H. cinaedi bacteria were grown on
Preparation of human monocyte-derived macrophages. Human peripheral mononuclear cells were isolated from the blood of healthy volunteers by centrifugation with Lymphoprep (Geiner, Oslo, Norway) according to a previously described protocol 1 . In brief, isolated cells were plated in a 100-mm cell culture dish, and after a 1-h incubation for adherence, floating cells were collected. The medium for the floating cells was then replaced by RPMI 1640 supplemented with 10% human serum, streptomycin (0.1 mg ml −1 ), penicillin G (100 U ml −1 ), and granulocyte-macrophage colony-stimulating factor (10 ng ml −1 ), and cells were again plated in a 100-mm dish. Monocytes were incubated for 7 days to induce differentiation into macrophages (the medium was replaced on day 4). Differentiation of monocytes into macrophages was assessed by evaluating three features: adherence to culture plates; typical morphological changes, such as increased nucleus-to-cytoplasm (N/C) ratio, diffused or amoeboid shape, and cytoplasmic vacuoles; and the capacity to take up carbon particles 1 . Isolated cells consisted of >95% macrophages and were >98% viable as determined by trypan blue staining. HMDMs were collected in ice-cold PBS, counted, and resuspended in antibiotic-free RPMI 1640 medium with 10% human serum plus 1% nonessential amino acids for use in experiments.
Cell treatments and H. cinaedi infection. Mouse peritoneal macrophages were harvested, via peritoneal lavage, from thioglycollate-elicited peritoneal exudates from WT mice, and macrophages were isolated by removing nonadherent cells, as described previously 2 .
THP - Western blot analysis. Cell protein content was measured by means of the Pierce BCA
